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Detailed protocol 


Detailed protocol 


The protocol enables the isolation of leukocytes from biliary brush samples (Boson Scientific RX biliary 2.1 mm cytology cytobrush) after endoscopic 
retrograde cholangiopancreatography (ERCP) 


1. Reagents 


e RPMI 1640 medium (Thermo Fisher Scientific) 

e Fetal calf serum (Thermo Fisher Scientific) 

e L-glutamine (Invitrogen) 

e DNase (0.2 mg/mL; Roche, Mannheim, Germany) 

© Collagenase Il (0.25mg/mL, Sigma-Aldrich, St. Louis, Mo) 


Incomplete medium: RPMI 1640 medium 
Complete medium: RPMI 1640 medium containing 10% FCS and 1 mM L-glutamine 


Equipment 


e Sterile hood 

e 15 ml Falcon tubes 

e PTFE Stirrer Bar, Micro, 5x2mm (Cowie Technology Group, Ridgeway, UK) 
e Forceps 

e Water bath / Magnetic Stirrer System 

¢ Rotina 420R Centrifuge 


Procedure 


1. Biliary brush samples were collected during ERCP and directly transferred into a 15 ml Falcon tube containing 3-5 ml of complete RPMI 1640 medium for 
immediate procession. 

2. The water bath was pre-warmed to start the enzymatic digestion at precisely 37°C. 

3. Under sterile conditions, the cells were transferred with the help of forceps into a new 15 ml Flacon tube containing 1 ml of incomplete RPMI 1640 
medium without FCS and L-glutamine. 

4. For cellular detachment from the cytobrush, collagenase Il (0.25mg/mL) and DNase (0.2 mg/mL) were added into the medium. 

5. One magnetic stir bar was added into the tube and the tube was subsequently transferred to the water bath with the magnetic stirrer system on and 
incubated for 15min at 37°C. 

6. To stop the enzymatic digestion, the tube was removed from the water bath and 1 ml of complete RPMI medium was directly added into the 15 ml Falcon 
tube. 

7. To increase cell yield, the cytobush was flushed with complete medium using a 200 ml pipette. 

8. All medium/cell containing tubes were pooled, which was followed by a centrifugation at 1500 rpm for 5 min at RT. 

9. The supernatants were discarded, and the cells cryopreserved or used for flow cytometry. 
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